mRNA 



I — Poly A tail H 



5- C 



□AAAA . 



Hybridize with 
poiy T primer 



5" 



3 AAAA . . . A ^ 3* 
TTTT 



Transcribe RNA Into cDNA 
with reverse transcriptase 



cDNA \ // ^/ // ^^^/\ rm 



AAAA . . . A ^ 3' 



5- 



3. 



Remove RNA with alkali or RNAse 
Add poiy G tail to 3* end of cDNA 



3- nnmi/ / / ^ ^ / ^ ^ y^T-nr 
4. 



Hybridize with 
poly C primer 



5- oooo 

3' rrrr^w y y y y y y y -^^^TTTT 



Synthesize complementary DNA strand 
with DNA polymerase 
^ (2nd strand synthesis) 

ZZ3AAAA 3' 



5' CCCC |-. 
3- ryyy^ t> y / > > ^ > TTTT s- 

6. 



Add homopoiymeric 
tails to both 3* ends 



5' cccccz: 



3AAAA CCCC 3" 



CCCC GGGG \^^///^^^,>7 ^ \\\ \ 5 



T^iQ . la 




DNA plasmld 
containing an 
ampicHiin 
resistance gene 



7. 



Cut with restriction 

enzyme outside of resistance 
marker and replication origin 




8- 



Add homopolymeric tails 
complementary to duplex 
cDNA tails to both 3* ends 




Complementary tails hybridize 
then fill in gaps with DNA polymerase 
and seal ends with DNA ligase 




J 



Cloned cDNA 
sequences 



Translect E. coli cells 
that DO NOT carry amp^ gene 
and culture with ampicillin • 
to select for plasmid containing 
amf/ ceiis 
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